Supplementary Information Text: Materials and Methods

Generation of N. benthamiana mutants and plant growth conditions
Guide sequences were designed to target Roq1 and NRG1, and the corresponding oligonucleotides were annealed and ligated into a pDONR-based entry plasmid containing the Cas9 gene and a U6-26 promoter for guide expression (1) . An LR reaction (Life Technologies) was used to move the guide and Cas9 cassette into a Gatewaycompatible version of the pCambia2300 vector. Stable N. benthamiana transformants were generated by Agrobacterium-mediated transformation. The roq1 and nrg1 mutants were generated in this study, and eds1-1 was described previously (1) . The primers used for vector construction and genotyping are listed in Table S1 . N. benthamiana wild-type and mutants were grown under a 16-h (25 to 28℃)/8-h (22 to 25℃) light/dark photoperiod condition.
Virus induced gene silencing
A 318bp fragment of NRG1 was inserted into the TRV2 VIGS vector (2) . The primer sequences are listed in Table S1 . The TRV2 vectors for silencing GUS and EDS1 were developed previously (1) . The constructs were transformed into Agrobacterium strain GV3101 and inoculated in 4-5 week-old N. benthamiana plants together with TRV1 at an OD600 of 0.2 for each. 2-3 weeks later, TNLs/CNLs and/or effectors were transiently expressed using Agrobacterium in the VIGS plants for observation of HR phenotype.
Three experimental repeats were performed for each experiment.
Hypersensitive response phenotype
For observation of HR, the coding sequences of XopQ, HopQ1, RPP1, ATR1, N, p50, Bs2, AvrBs2, EDS1, Roq1, NRG1 and their respective derivatives were individually fused with C-terminal 3Flag or YFP. Rps2-HA and TMV-GFP reporter were described previously (3, 4) . Agrobacterium strains containing the constructs were shaken, harvested, resuspended in infiltration buffer (10 mM MES, 10 mM MgCl2, and 0.2 mM acetosyringone), and co-infiltrated into leaves of N. benthamiana wild-type, roq1, eds1, and nrg1 using a needleless syringe. The infiltrated leaves were wrapped up with aluminum foil for growth under dark, were observed 2 days post infiltration, and were imaged under white light or long-wave ultraviolet. Three experimental repeats were performed for each experiment.
In planta bacterial-growth assays
The bacteria P. syringae pv. tomato DC3000, the HopQ1 knockout (DC3000ΔhopQ1), X. euvesicatoria (Xe), X. gardneri (Xg) and the XopQ knockouts (XeΔXopQ and XgΔXopQ) were grown at 28℃ overnight in liquid NYG (0.5% peptone, 0.3% yeast extract, 2% glycerol) with 100 µg/ml rifampicin, harvested, resuspended in 10 mM MgCl2 buffer (OD600=0.0001), and infiltrated into the leaves of N. benthamiana wild-type and mutants. Leaf punches were collected at 5 days (for Xg, XgΔXopQ, Xe and XeΔXopQ) or 6 days (DC3000 and DC3000ΔhopQ1) post-infiltration, homogenized, diluted and plated on NYG solid medium with 100 µg/ml rifampicin. Colonies were counted 2-3 days after plating. Disease phenotype was imaged 8 days (for DC3000 and DC3000ΔhopQ1), 10 days (for Xg and XgΔXopQ) or 12 days (for Xe and XeΔXopQ) after bacterium inoculation. Three experimental repeats were performed for each experiment.
Quantitative real-time PCR analysis
The leaves of N. benthamiana, roq1-1, nrg1-1 and eds1-1 were collected 24 hours after syringe infiltration of Agrobacterium strains containing the empty vector control or XopQ. The total RNAs were extracted using Spectrum TM Plant Total RNA kit (Sigma, STRN250) and were used for reverse transcription (SuperScriptTM III First-Strand Synthesis SuperMix for qRT-PCR, Invitrogen, 11752-250). Quantitative real-time PCR analysis was performed using IQ™ SYBR Green Supermix (BIO-RAD Cat. 1708882) with ACTIN as an internal control on BioRad CFX96 qPCR System. Three experimental repeats were used for all gene quantitative expression analysis. The primers for quantitative real-time PCR are listed in in Table S1 .
Coimmunoprecipitation (Co-IP) assay
The coding sequences of genes used for Co-IP assay were either first cloned into entry vector with 3Flag or 6HA fusions and further moved to pE1776 destination vector, or directly cloned into pE1776 vector for fusion with 3Flag, 3HA or Acv5 tag. Primers used for construction of these vectors are listed in Table S1 . The leaf tissues (0.5 g per sample)
of N. benthamiana, nrg1-1 and eds1-1 were collected 1 day or 2 days after syringe infiltration of the indicated combinations of Agrobacterium GV3101 strains, and further homogenized with mortar and pestle in liquid nitrogen and suspended in 1 ml protein extraction buffer (50 mM Tris-HCl, pH 7.5, 150 mM NaCl, 0.1% Triton X-100, 0.2% Nonidet P-40, 6 mM ß-mercaptoethanol, 1×protease inhibitor cocktail). The samples were centrifuged by 2,000×g at 4°C for 10 min and repeated twice. The supernatant was transferred to a new tube containing 10 µl Flag beads (A2220, Sigma) and incubated 3 hrs at 4°C. The beads were then washed with 1 ml protein extraction buffer for 3 times, resuspended in 50 µl Laemmli buffer, boiled for 5 min and centrifuged at 2,000×g for 5 min. The eluted proteins were loaded in a protein gel for western blot assay. For the Co-IP experiments in Fig. 2B and 2C, after washing with 1 ml protein extraction buffer for 3 times, the beads were further eluted with 150 ng/ml 3´FLAG peptides for 40 min at 4°C
and centrifuged 5 min. The eluted proteins were then resuspended with Laemmli buffer, boiled for 5 min, centrifuged at 2,000×g for 5 min and loaded for western blot analysis.
For α-Flag western blot, the primary α-Flag antibody (F7425, Sigma) and the second antibody (A0545, Sigma) were used. For α-HA western blots, a single α-HA-Peroxidase antibody (3F10, Roche) was used. Each experiment was repeated three times with similar results. (5) . The alignments were filtered based on SAM flags using SAMtools (samtools view -q 2 -F 260) (6) , and the remaining primary alignments were used to generate transcript counts. We performed quasilikelihood F-tests using edgeR for differential expression analysis (7, 8) . We independently compared the two different treatments of the same genotype to identify differentially expressed genes. We first selected transcripts with counts equal to or more than 0.15 counts per million (CPM) in at least two out of the six replicates. The library sizes were re-adjusted after the filtering. The normalization factors were calculated, and the common, trended and tagwise dispersions were estimated by edgeR. Then, the quasilikelihood method was applied to the data. We selected transcripts with |log2FC| >= 1 and imported into BLAST2GO at default settings (13) . BLAST2GO was used to annotate the sequences and retrieve Gene Ontology (GO) and Plant GO slim terms.
RNA sequencing and gene expression analysis
We used topGO for GO enrichment test (13) . Among the 3070 differentially expressed transcripts in NbXopQ vs Nb-EV, the GO terms of 1485 up-regulated transcripts and 1585 down-regulated transcripts were compared to the GO terms of all filtered transcripts, respectively. Fisher's exact test and weight01 algorithm, which is a combination of elim and weight algorithms, were used to test the significance of GO terms. GO terms with p-values equal to or smaller than 0.01 were considered significant.
The enriched GO terms were visualized with GOplot and ggplot2 (14, 15) .
ClusterProfiler was used for Interproscan enrichment test using InterPro entries WT:
Target Site Guide 2
Guide 1 (GATGATAAGGAGTTAAAGAG) The mapped counts were normalized using EdgeR and each replicate was plotted. 
